ANNEX A
CHAPTER |
CONDI TI ONS FOR THE APPROVAL OF SEMEN COLLECTI ON CENTERS
Semen col l ection centers nust:
(a) be placed under the permanent supervision of a center veterinarian;

(b) have at | east
(1) ani mal housing including isolation facilities;

(ii) semen collection facilities including a separate room for the
cl eaning and di sinfection or sterilization of equipnent;

(iii) a senen processing roomwhi ch need not necessarily be on the sanme
site;

(iv) a senen storage room whi ch need not necessarily be on the sane
site;

(c) be so constructed or isolated that contact with |ivestock outside is
prevent ed;

(d) be so constructed that the ani nal housing and the senmen coll ecting,
processing and storage facilities can be readily cl eaned and disi nfected;

(e) have isolation accommodati on which shall have no direct communication with
the normal ani mal acconmodati on

(f) be so designed that the animal accommbdation is physically separated from
the senmen processing room and both are separated fromthe senen storage room

CHAPTER | |
CONDI TI ONS RELATI NG TO THE SUPERVI SI ON OF SEMEN COLLECTI ON CENTERS
The col l ecti on centers nust:

(a) be so supervised that they contain only animls of the speci es whose senen
is to be collected. Oher donmestic aninmals which are strictly necessary for
the normal operation of the collection center may nonethel ess al so be

adm tted, provided that they present no risk of infection to those species
whose senen is to be collected and they fulfill the conditions |laid down by
the center veterinarian;

(b) be so supervised that a record is kept of all bovine aninmals at the
center, giving details of the breed, date of birth and identification of each
of the animals, and also a record of all checks for diseases and al

vacci nations carried out, giving also information fromthe di sease/health file
of each ani mal;

(c) be regularly inspected by an official veterinarian, at |least twice a year
at which tinme standing checks on the conditions of approval and supervision
shal | be carried out;

(d) be so supervised that the entry of unauthorized persons is prevented.
Furthernmore, authorized visitors nmust be required to conply with the
conditions laid down by the center veterinarian;



(e) enploy technically conpetent staff suitably trained in disinfection
procedures and hygi ene techni ques relevant to the control of the spread of
di sease;

(f) be so supervised that:

(1) only senen coll ected at an approved center is processed and stored
in approved centers, without comng into contact with any ot her
consi gnnent of senen. However, senmen not collected in an approved
center may be processed in approved collection centers provided

t hat :
- such senen is produced from bovine animals which fulfill the
conditions laid down in Chapter |. 1(d) (i), (ii), (iii) and (v) of
Annex B

- processing is carried out with separate equi prent or at a different
time fromsenmen intended for intra-Comunity trade, the equipnent in the
| atter case being cleaned and sterilized after use,

- such senen may not be the subject of intra-Comrunity trade and cannot
at any tinme come into contact with or be stored with senmen intended for
intra-Conmunity trade,

- such senen is identifiable by a marking different fromthat provided
for in point (vii);

(ii) collection, processing and storage of semen takes place only on
the prem ses set aside for the purpose and under conditions of the
strictest hygiene;

(iii) all inplenents which cone into contact with the semen or the donor
ani mal during collection and processing are properly disinfected
or sterilized prior to use;

(iv) products of animal origin used in the processing of senmen -
i ncluding additives or a diluent - are obtained from sources which
present no animal health risk or are so treated prior to use that
such risk is prevented,

(v) storage flasks and transport flasks are properly disinfected or
sterilized before the comencenent of each filling operation

(vi) the cryogenic agent used has not been previously used for other
products of aninmal origin;

(vii) each individual dose of semen is clearly marked in such a way that
the date of collection of the semen and the breed and
identification of the donor animal, as well as the name of the
center, possibly in code, can be readily established; the
characteristics and formof this marking will be established in
accordance with the procedure laid down in Article 19.

ANNEX B
CHAPTER |

CONDI TI ONS APPLYI NG TO THE MOVEMENT OF ANI MALS | NTO
APPROVED SEMEN COLLECTI ON CENTERS

1. Al'l bovine animals admtted to a senmen collection center nmnust:



(a)

(b)

(c)

(d)

(i)

(ii)

(iii)

(iv)

(v)

have been subjected to a period of isolation of at |east 30 days
i n accomodation specifically approved for the purpose by the
conpetent authority of the Menmber State, and where only ot her

cl oven- hoof ed ani mal s having at |east the same health status are
present ;

prior to their stay in the isolation accommodation described in
(a) have bel onged to herds:

(1) which are officially tuberculosis free
(ii) which are officially brucellosis free or brucellosis free.

The ani mal s may not previously have been kept in other herds of a
| ower heal th status;

have come froma herd free of enzootic bovine | eukosis or have
been produced by a cow which has been subjected to a serol ogica
test for enzootic bovine | eukosis with a negative result, not nore
than 30 days before the aninal's adnission to the center

If this requirement cannot be fulfilled, the senen may not be the
subj ect of trade until the donor has reached the age of two years
and has been tested in accordance with Chapter II. 1 (iii) with a
negative result;

before the period of isolation specified in (a), and within the
previ ous 30 days, have been subjected to the following tests with
negative results:

an intradermal tuberculin test carried out in accordance with the
procedure laid down in Annex B to Directive 64/ 432/ EEC;

a serum agglutination test carried out in accordance with the
procedure laid down in Annex C to Directive 64/ 432/ EEC and show ng
a brucella count |lower than 30 IU of agglutination per mlliliter
and in the case of brucellosis free herds a conplenment fixation
test showi ng a brucella count |ower than 20 EEC units per
mlliliter (20 ICFT units);

a serological test for enzootic bovine | eukosis carried out in
accordance with the procedure laid down in Annex Gto Directive
64/ 432/ EEC,

a serumneutralization test or an Elisa test for infectious bovine
rhinotracheitis/infectious pustular vulvo-vaginitis;

a virus isolation test (fluorescent antibody test or

i munoper oxi dase test) for bovine viral diarrhoea. In the case of
an animal |less than six nonths of age the test must be deferred
until that age is reached.

The conpetent authority may give authorization for the tests referred to in
(d) to be carried out in the isolation accormpdation, provided that the

results are
down in (e);

(e)

known before the commencenment of the 30-day isolation period laid

during the period of isolation of at |east 30 days specified in
(a), have been subjected to the following tests with negative
results:



(1) a serum aggl utination test conplying with the procedure |aid
down in Annex C to Directive 64/432/ EEC and show ng a
brucella count |ower than 30 |IU of agglutination per
mlliliter and a conplenent fixation test showing a brucella
count |lower than 20 EEC units per milliliter (20 I CFT units)
in the case of animals coming frombrucellosis free herds;

(ii) either an i munofluorescent antibody test or a culture test
for canpyl obacter foetus infection on a sanple of preputia
material or artificial vaginal washings; in the case of
femal e ani mal s a vagi nal - mucus aggl utinati on test shall be
carried out;

(iii) a mcroscopic exam nation and culture test for trichononas
foetus on a sanple of vagi nal washings or preputia
washi ngs; in the case of female animals a vagi nal nucus
agglutination test shall be carried out;

(iv) a serumneutralization test or an Elisa test for infectious
bovi ne rhinotracheitis/infectious pustular vulvo-vaginitis;

and have treatment against |eptospirosis conprising two injections of
streptomycin at an interval of 14 days (25 ng per kil ogram of |ive body
wei ght) .

If any of the above tests should prove positive, the animl must be renoved

forthwith fromthe isolation accommpdation. In the case of group isolation

the conpetent authority nust take all necessary neasures to re-establish the
eligibility of the remaining animals for entry into the collection center in
accordance with this Annex.

2. Al tests must be carried out in a | aboratory approved by the Menber
St ate.
3. Animals may only be admitted to the semen collection center with the

express perm ssion of the center veterinarian. Al novenents, both in
and out, rnust be recorded.

4. No animal admitted to the senen collection center may show any clinica
sign of disease on the day of admi ssion. Al animals nmust, without
prejudi ce to paragraph 5, have come fromisol ati on acconmodati on as
referred to in paragraph 1 (a) which, on the day of consignnent,
officially fulfills the follow ng conditions:

(a) is situated in the center of an area of 10 kil oneters radius in
whi ch there has been no case of foot-and-nmouth di sease for at
| east 30 days;

(b) has for at |east three nonths been free from foot-and-nouth
di sease and brucel | osis;

(c) has for at |east 30 days been free fromthese bovi ne di seases
whi ch are conpul sorily notifiable in accordance with Annex E to
Directive 64/ 432/ EEC.

5. Provided that the conditions |aid down in paragraph 4 are satisfied and
the routine tests referred to in Chapter Il have been carried out during
the previous 12 nonths, aninmals may be transferred from one approved
semen col l ection center to another of equal health status without
isolation or testing if transfer is direct. The aninmal in question nust
not come into direct or indirect contact with cloven-hoofed animals of a



| ower health status and the neans of transport used nust have been

di sinfected before use. |If the nmovenment from one senmen collection
center to another takes place between Menmber States it nust take place
in accordance with Directive 64/ 432/ EEC

CHAPTER 1 |

ROUTI NE TESTS AND TREATMENT WHI CH MUST BE APPLI ED TO ALL
BOVI NE ANl MALS I N AN APPROVED SEMEN COLLECTI ON CENTER

Al'l bovine animls kept at an approved senen coll ection center nust be
subj ected at | east once a year to the followi ng tests and treatnent:

(1) an intradermal tuberculin test for tuberculosis, carried out in
accordance with the procedure laid down in Annex B to Directive
64/ 432/ EEC, with a negative result;

(ii) a serumagglutination test for brucellosis, carried out in
accordance with the procedure laid down in Annex C to Directive
64/ 432/ EEC, giving a count |ower than 30 |IU of agglutination per
mlilliliter;

(iii) a serological test for enzootic bovine | eukosis, carried out in
accordance with the procedure laid down in Annex Gto Directive
64/ 432/ EEC, with negative result;

(iv) for infectious bovine rhinotracheitis/infection pustular vulvo-
vaginitis, a serumneutralization test or an Elisa test with a
negative result. However, until 31 Decenber 1992, vaccination
agai nst these diseases may be practiced on sero-negative bulls,
either with one dose of a tenperature-sensitive live vaccine
adnmi ni stered intranasally or two doses of an inactivated vaccine
separated by an interval of not |ess than three weeks and not nore
than four weeks; the vaccination nust be repeated subsequently at
intervals of not nmore than six nonths;

(v) ei ther an i munofl uorescent antibody test or a culture test for
canpyl obacter foetus infection on a sanple of preputial materia
or artificial vaginal washings; in the case of fenale aninals a
vagi nal mucus aggl utination test nmust be carried out.

Al tests nmust be carried out in a | aboratory approved by the Menber
St ate.

If any of the above tests should prove positive, the animl nust be
i sol ated and the semen collected fromit since the |ast negative test
may not be the subject of intra-Conmunity trade.

Senen collected fromall other animals at the center since the date when
the positive test was carried out shall be held in separate storage and
may not be the subject of intra-Conmunity trade until the health status
of the center has been re-established.

ANNEX C

CONDI TI ONS WHI CH SEMEN COLLECTED AT APPROVED CENTERS MJST
SATI SFY FOR THE PURPOSES OF | NTRA- COVMMUNI TY TRADE

Senen must be obtained from ani mal s which



(a)

(b)

show no clinical signs of disease on the day the senen is
col | ect ed;

(i) have not been vaccinated agai nst foot-and-mouth di sease; or

(ii) come froma center where all the animls have been fully
protected against types A, O and C,

and are thus either animls which, before entering the center,
were not previously vacci nated agai nst foot-and-nouth di sease and
must, therefore, have received two doses of inactivated virus
vacci ne approved and controlled by the conpetent authority of the
exporting Menber State at an interval of not |ess than six weeks
and not nore than eight nonths.

or animals which, before entering the center, were vaccinated on
at least three occasions at intervals of not nore than one year

When vaccination is practiced, all aninmals nust receive repeat
vacci nations at intervals of not nore than 12 nonths;

(c) have not been vacci nated agai nst foot-and-nouth di sease within 30
days i mediately prior to collection;

(d) have been kept at an approved semen collection center for a
continuous period of at |least 30 days imrediately prior to
col l ection of the semen;

(e) are not allowed to serve naturally;

(f) are kept in semen collection centers which have been free from
f oot -and-nobuth di sease for at |east three nmonths prior to
collection of the senen and 30 days after collection, and are
situated in the center of an area of 10 kilonmeters radius in which
for at | east 30 days there has been no case of foot-and-nouth
di sease;

(9) have been kept in senen collection centers which, during the
peri od comenci ng 30 days prior to collection and ending 30 days
after collection of the senen, have been free fromthose bovine
di seases which are conpul sorily notifiable in accordance with
Annex E to Directive 64/432/ EEC.

2. Antibiotics as listed bel ow must be added to produce these

concentrations in the final diluted senen:

not

| ess than: 500 IU per m streptomycin,

500 IU per m penicillin,
150 ug per m lincomycin,
300 ug per m spectinonycin.

An alternative conbination of antibiotics with an equival ent effect against
canpyl obacters, |eptospires and mycopl asmas may be used.

| mredi ately after their addition the diluted senen nust be kept at a
tenmperature of at least 5 C for a period of not less than 45 ninutes.

3. Senen for intra-Comrunity trade nust:

(i)

be stored in approved conditions for a nminimum period of 30 days
prior to dispatch;



(ii)
(ii)
(iii)
(iv)
(v)
(vi)
(vii)

be transported to the Menmber State of destination in flasks which
have been cl eaned and disinfected or sterilized before use and

whi ch have been sealed prior to dispatch fromthe approved storage
facilities.

such semen may not be the subject of intra-Community trade and
cannot at any time come into contact with or be stored with senen
i ntended for intra-Conmunity trade,

such semen is identifiable by a marking different fromthat
provided for in point (vii);

col l ection, processing and storage of senmen takes place only on
the prem ses set aside for the purpose and under conditions of the
strictest hygiene;

all inplenments which cone into contact with the semen or the donor
ani mal during collection and processing are properly disinfected
or sterilized prior to use;

products of aninmal origin used in the processing of senen -

i ncluding additives or a diluent - are obtained from sources which
present no animal health risk or are so treated prior to use that
such risk is prevented,

storage flasks and transport flasks are properly disinfected or
sterilized before the comencenent of each filling operation

t he cryogeni c agent used has not been previously used for other
products of animal origin;

each individual dose of semen is clearly marked in such a way that
the date of collection of the semen and the breed and
identification of the donor animal, as well as the name of the
center, possibly in code, can be readily established; the
characteristics and formof this nmarking will be established in
accordance with the procedure laid down in Article 19.
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ANNEX B
PART 1

ANl MAL HEALTH CERTI FI CATE
for inmportation of bovine semen fromthe United States of Anmerica
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13.

I, the undersigned official veterinarian, have read and amfamliar

with Council Directive 88/407/ EEC as amended and certify that:

(a)

has been free from rinderpest and

(name of exporting country)

foot and nouth di sease during the 12 nonths i mediately prior to collection of
the senen for export and until its date of dispatch and no vacci nati on agai nst
t hese di seases has taken place during the same period;

(b)

(c)

(d)

the senen collection center at which the senen to be exported was
col l ected was:

(i) approved under the conditions laid down in Annex A, Chapter 1 of
Counci|l Directive 88/407/ EEC,

(ii) operated and supervised under the conditions laid down in Annex A,
Chapter Il of Council Directive 88/407/ EEC,

(iii) during the period conrencing 30 days prior to the date of

coll ection of the senen to be exported until 30 days after collection
(in the case of fresh semen until the day of dispatch) have been free
fromrabies, tubercul osis, brucellosis, anthrax and contagi ous bovine
pl eur opneunoni a;

t he bovine aninmals standing at the senen collection center

(i) come from herds and/or were born to dans which satisfy the
conditions of Annex B, Chapter | of Directive 88/407/EEC;

(ii) have, prior to entry into isolation, undergone the tests required
by Annex B, Chapter | of Directive 88/407/ EEC,

(iii) have satisfied the pre-entry isolation and testing requirenents
laid down in Annex B, Chapter | of Directive 88/ 407/ EEC,

(iv) if resident for at |east one year have undergone the routine tests
according to Annex B, Chapter Il of Directive 88/407/EEC,

the senen to be exported:

(i) was obtained from donors which have been resident in

(name of country)
for the period of six nonths inmediately prior to collection of the
semen for export and which satisfy the conditions laid down in Annex C
of Directive 88/407/ EEC,

(ii) was obtained fromdonors which are:

- standing in a semen collection center in which all the bovine animls
have within the 12 nmonths prior to collection of the senen for export
been subjected with negative results to a serumneutralization test or
an Elisa for infectious bovine rhinotracheitis/infectious pustular vulvo
vaginitis (1),

or



- negative to a serumneutralization test or an Elisa for infectious
bovi ne rhinotracheitis/ infectious pustular vulvovaginitis carried out
within the 12 nmonths prior to collection of semen for export (1),

or
- seropositive having been vaccinated in accordance with Annex B Chapter
Il of Council Directive 88/407/EEC and having given a negative result to
a serumneutralization test or an Elisa carried out in the approved
semen col l ection center prior to vaccination (1),

(1) Delete as appropriate.
or
- seropositive to a serumneutralization test or an Elisa for
i nfectious bovine rhinotracheitis/infectious pustular vulvovaginitis,
not vaccinated in accordance with Annex B Chapter |l of Counci
Directive 88/407/EEC and at |east 10% of each ejacul ate of senen for
export (with a mnimmof five straws) has been subjected to an ani nal
i nocul ation test or virus isolation test with negative results prior to
export (1);

(iii) was processed, stored and transported under conditions which
satisfy the ternms of Directive 88/407/ EEC.

(iv) was obtained fromdonor bulls which were subjected on two occasi ons
not nmore than 12 nonths apart to the follow ng precollection and post -
collection tests with negative results in an approved | aboratory (the
post-col l ection test nust be performed on a bl ood sanple taken not |ess
than 21 days follow ng the collection of senen for export):

- a conpetitive Elisa for bluetongue in accordance with Annex B

- an agar-gel inmuno-diffusion test in accordance with Annex B and a
virus neutralization test for all serotypes of epizootic haenorrhagic
di sease (EHD) known to exist in the exporting country.

Done at , on
(pl ace) (date)

St anp Si gnature(2):
Nane in block letters:
Oficial title:

(1) Delete as appropriate.
(2) The signature and the stanp nmust be in a color different to that of the
printing.

ANNEX B

Protocol for a conpetitive Elisa (enzyme-linked i mmunosorbent assay), test
using a group specific nonocl onal antibody for the detection of bluetongue
virus anti bodies

THE BLUETONGUE COMPETI Tl VE ELI SA USI NG MONOCLONAL ANTI BODY 3-17- A3

The test is capable of detecting antibodies to all known serotypes of
bl uet ongue virus (BTV)

The principle of the test is the interruption of the reaction between BTV
antigen and a group-specific nmonocl onal antibody (3-17-A3) by the addition of
test serumdilutions. Antibodies to BTV present in the test serum bl ock the
reactivity of the nonoclonal antibody (MAB) and result in a reduction in the
expected col or devel opment on addition of enzyne substrate.



MATERI ALS AND REAGENTS
1. Flat-bottoned microtitre plates.
2. Antigen: prepared as described bel ow

3. Blocking buffer: 5% (wv) Marvel dried milk powder, 0.1 % (v/v) Tween-20
(supplied as pol yoxyet hyl ene sorbiton nonol aurate syrup) in phosphate-buffered
saline (PBS).

4. Mbnocl onal antibody: 3-17-A3 (supplied as hybridoma tissue-culture
supernatant) stored at - 20 degrees C or freeze-dried, diluted 1/50 with
bl ocki ng buffer before use, directed agai nst the group-specific polypeptide

p7.

5. Conjugate: rabbit anti-nmouse globulin (absorbed and el uted) conjugated to
hor seradi sh peroxi dase and kept in the dark at 4 degrees C.

6. Substrate and chronmpgen: 0.2 gm of orthophenyl ene di am ne (OPD) dissol ved
in a buffer consisting of 2.553 gmof citric acid and 4.574 gm of di-sodi um
hydr ogenor t hophosphate nade up to 500 m with distilled water, divided into 25
m aliquots and kept in the dark at - 20 degrees C, with 12 ul/25 m of

hydr ogen peroxi de (30 % w v) added i medi ately before use.

HANDLE OPD W TH CARE - WHERE RUBBER GLOVES - SUSPECTED MUTAGEN.

7. 1 Molar sul phuric acid: 26.6 m of acid added to 473.4 m of distilled
wat er .

REMEMBER - ALWAYS ADD ACI D TO WATER, NEVER WATER TO ACI D.
8. Obital shaker.

9. Elisa plate reader (the test may be read visually).



TEST FORVAT
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TEST PROTOCOL

Bl ank contro

Row 1 A - His a blank control consisting of BTV antigen and conjugate. This
may be used to blank the Elisa reader

MAB contro

Row 2 A - His the nmonocl onal antibody control and consists of BTV antigen,
nonocl onal anti body and conjugate. This represents a negative control. The
mean of the optical density readings fromthis control row represent the 0 %
i nhi bition val ue.

Positive contro

Row 3 A - His the positive control. This consists of BTV antigen, BTV
positive antiserumdilutions, MAB and conjugate. This is included as an
i ndicator that the test is functioning properly and simlar |evels of

i nhi bition should be obtained fromtest to test.



Test sera

In the test format shown above, 18 sera can be tested over a dilution rate of
1/2, 1/4, 1/8 and 1/16. This will give some indication of the titre of
antibody in the test sera. The dilution range could be extended further to
obtain serumdilution end-point titres. Alternatively, for |arge-scale
serol ogi cal surveys, sera could be tested at a single dilution (1/4) or two
dilutions (1/2 and 1/4) as a rapid screening test.

PROCEDURE

1. Dilute BTV antigen to pre-titrated concentration in PBS, sonicate briefly
to di spense aggregated virus (if sonicator is not avail able, pipette
vigorously) and add 50 ul to all wells of the Elisa plate. Tap sides of plate
to di sperse antigen.

2. Incubate at degrees 37 C for 60 mnutes on an orbital shaker. Wsh plates
three times by flooding and enptying the wells with unsterile PBS and bl ot dry
on absorbent paper

3. Add 50 ul per well of blocking buffer. Add test sera and positive serumto
the appropriate wells and dilute across the plate using a nultichanne
pi pette. Do not add sera to the blank control, or the MAB control

4. Inmredi ately after the addition of the test sera, dilute MAB in bl ocking
buffer (to pre-titrated dilution) and add 50 ul to all wells of the plate
except for the blank control

5. Incubate at 37 degrees C for 60 m nutes on an orbital shaker. Wash three
times with PBS and bl ot dry.

6. Dilute rabbit anti-nmouse concentrate to 1/5000 in bl ocking buffer and add
50 ul to all wells of the plate.

7. Incubate at 37 degrees C for 60 mnutes on an orbital shaker. Wash three
times with PBS and bl ot dry.

8. Thaw the OPD and i nmedi ately before use add 12 ul of 30 % hydrogen peroxide
to each 25 mM of OPD. Add 50 ul to all wells of the plate. Allow color to
devel op for approximately 10 minutes and stop the reaction with 1 M sul phuric
acid (50 ul per well). Color should develop in the MAB control wells and in
those wells containing sera with NO anti body to BTV.

9. Examine and record the plates either visually or using a spectrophotonetric
reader.

ANALYSI S OF RESULTS

Cal cul ate the mean OD reading fromthe MAB controls. This represents the 0 %
inhibition value. Optical density readings fromthe test sera are expressed
as percentage inhibition values using the follow ng formula:

Percentage Inhibition Value - 100 - OD in the presence of test serum
OD in the absence of test serum x 100

I nhibition values greater than 40 % at a serumdilution of 1/4 are consi dered
positive. Visual reading is possible as 40 %inhibition is the | owest val ue
easily discernible by eye.



PREPARATI ON OF BTV ELI SA ANTI GEN
1. Wash 10 roux of confluent BHK-21 cells three times with serumfree Eagle's
medi um and i nfect with bluetongue virus serotype 1 in serumfree Eagle's
medi um
2. Incubate at 37 degrees C and exami ne daily for cytopathic effect (cpe).

3. When cpe is evident in 80 - 90% of the cell sheet of each roux, harvest the
virus by shaking any still attached cells fromthe gl ass.

4. Centrifuge at 2,000 - 3,000 rpmto pellet the cells.
5. Discard the supernatant and resuspend the cells in approximately 30 m of
PHS containing 1 %' Sarkosyl' and 2 ml phenol net hyl sul phonyl fluoride (lysis

buffer). This may cause the cells to forma gel and nore lysis buffer may be
added to reduce this effect.

NOTE: phenyl net hyl sul phonyl fluoride is harnful - handle with extrene
cauti on.

6. Disrupt the cells for 60 seconds using an ultrasonic probe at an anplitude
of 30 microns.

7. Centrifuge at 10,000 rpm for 10 m nutes.

8. Store the supernatant at + 4 degrees C and resuspend the remaining cel
pellet in 10 - 20 M of lysis buffer

9. Sonicate and clarify, storing the supernatant at each stage, at total of
three times.

10. Pool the supernatant and centrifuge at 24,000 rpmfor 120 m nutes at + 4
degrees C over a 5 m cushion of 40 % sucrose (wWv in PBS) using 30 m
Beckmann centrifuge tubes and an SW 28 rotor.

11. Discard the supernatant, drain the tubes thoroughly and resuspend the
pellet in PBS by sonication. Store the antigen in aliquots at - 70 degrees C.

TI TRATI ON OF BTV ELI SA ANTI GEN
Bl uetongue Elisa antigen is titrated by the indirect Elisa. Two-fold
dilutions of antigen are titrated against a constant dilution (1/50) of
nonocl onal antibody 3-17-A3. The protocol is as foll ows:

PROCEDURE

1. Dilute BTV antigen in PBS across the microtitre plate in a tw-fold
dilution series (50 ul/well) using a multichannel pipette.

2. Incubate for 1 hour at 37 degrees C on an orbital shaker
3. Wash plates three tinmes with PBS.

4. Add 50 ul of nonoclonal antibody 3-17-A3 (diluted 1/50) to each well of the
mcrotitre plate.

5. Incubate for 1 hour at 37 degrees C on an orbital shaker

6. Wash plates three tinmes with PBS.



7. Add 50 ul of rabbit anti-nouse globulin conjugated to horseradish
peroxi dase, diluted to a pre-titrated optinmal concentration, to each well of
the microtitre plate.

8. Incubate for 1 hour at 37 degrees C on an orbital shaker

9. Add substrate and chronobgen as described previously. Stop the reaction
after 10 minutes by the addition of 1 Mlar sul phuric acid (50 ul/well).

In the competitive assay, the nmonocl onal antibody nust be in excess;
therefore, a dilution of antigen is chosen which fall on the titration curve
(not on the plateau region) which gives approxinmately 0.8 OD after 10 m nutes.

Protocol for an agar-gel inmunodiffusion test for the detection of epizootic
haenor r hagi ¢ di sease anti bodi es

The agar-gel inmo-diffusion test is carried out according to the foll ow ng
pr ot ocol

MATERI ALS AND REAGENTS
1. Antigen

Precipitating antigen is prepared in any cell culture systemthat supports the
rapid multiplication of the appropriate serotype(s) of epizootic haenorrhagic
di sease virus. BKH or vero cells are recormmended. Antigen is present in the
supernatant fluid at the end of virus growh but requires 50 to 100 fold
concentration to be effective. This may be achi eved by any standard protein
concentration procedure; virus in the antigen nmay be inactivated by the
addition of 0.3 % (v/v) beta-propiol actone.

2. Known positive control serum

Using the international reference serumand antigen a national standard serum
i s produced, standardized for optinmal proportion against the internationa
reference serum freeze-dried and used as the known control serumin each
test.

3. Test serum

PROCEDURE

1. 1% agarose prepared in borste or sodiumbarbitol buffer, pH8.5to 9.0 is
poured into a petri dish to a mnimumdepth of 3.0 mMn

2. Atest pattern of seven noisture-free wells, each 5.0 nmin dianeter, is
cut in the agar. The pattern consists of one center well and six wells
arranged round it in a circle of radius 3nm

3. The central well is filled with the standard antigen, Peripheral wells 2, 4
and 6 are filled with known positive serum wells 1, 3 and 5 with test sera.

4. The systemis incubated for up to 72 hours at roomtenperature in a closed
hunmi d chanber.

| NTERPRETATI ON
A test serumis positive if it forns a specific precipitation line with the

antigen and forns a conplete line of identity with the control serum A test
serumis negative if it does not forma specific line with the antigen and it



does not bend the line of the control serum Petri dishes should be exam ned
agai nst a dark background and using indirect illuni nation.



